Rabbits are widely used as models in biological research, and the pathogen status of rabbits used in studies can directly affect the results of experiments. Serological surveillance is the common monitoring method used in laboratory animals. A rapid, sensitive, and cost-effective high-throughput Luminex xMAP assay could be an attractive alternative to labor-intensive enzyme-linked immunosorbent assay (ELISA) methods. In this study, recombinant proteins from rabbit hemorrhagic disease virus and rabbit rotavirus and whole viral lysates of Sendai virus were used as coating antigens in an xMAP assay for the simultaneous detection of antibodies against these pathogens. The xMAP assay showed high specificity, with no cross-reaction with other pathogens. The coefficient of variation for intra-assay and inter-assay comparisons was less than 3% and 4%, respectively, indicating good repeatability and stability of the assay. The xMAP assay exhibited similar limits of detection for rabbit hemorrhagic virus and Sendai virus and was less sensitive for the detection of rabbit rotavirus when compared with commercial ELISA kits. A total of 52 clinical samples were tested simultaneously using both the xMAP assay and ELISA kits. The results obtained using these two methods were 100% coincident. In summary, the novel xMAP assay offers an alternative choice for rapid and sensitive high-throughput detection of antibodies in rabbit serum and can be used as a daily monitoring tool for laboratory animals.
Introduction
An appropriate animal model is crucial for mimicking disease conditions, and domestic rabbits (Oryctolagus cuniculus) play an important role in biological research. Since the 1980s, rabbits have been used extensively as models of human T-lymphotropic virus type 1 (HTLV-1) infection because of the consistency of viral infection and transmission in them [1] . The unique features of their lipoprotein metabolism and their sensitivity to cholesterol in their diet make rabbits a perfect model for human atherosclerosis [2] Transgenic rabbits expressing human CD4 and CCR5 homologs can be made highly susceptible to human immunodeficiency virus type 1 (HIV-1) infection and thus appropriate as models for studying disease development [3] . Rabbits are also widely used in pharmaceutical research and production of antibodies. Therefore, the quality control of rabbits is essential to guarantee the accuracy and reliability of the experiments that are performed on them.
Testing for rabbit hemorrhagic disease virus (RHDV), rabbit rotavirus (RRV), and Sendai virus (SV) is required by the national quality standards of China. Seroprevalence studies and serosurveillance are essential tools for monitoring diseases as well as vaccination efficiency [4] . Currently, the main methods for antibody detection are the enzyme-linked immunosorbent assay (ELISA) and immunofluorescence assay (IFA), which are time-consuming and labor-intensive [5, 6] . Both are single-analyte technologies that fail to meet the high-throughput test requirements of routine quality 1 3 monitoring [7] . Additionally, the enzyme-mediated amplification of signal during ELISA is not always linear and can thus skew the results [8] . It is therefore imperative to develop a rapid and sensitive high-throughput assay for simultaneous analysis of RHDV-, SV-and RRV-specific antibodies in a single biological sample.
The Luminex xMAP technology (x = analyte, MAP = multi-analyte profiling) (Luminex Crop., Austin, TX, United States) invented in the late 1990s is a high-throughput bioassay platform that enables rapid, cost-effective, and simultaneous analysis of multiple analytes of interest in one sample [9] . Changes in the concentrations of two or three dyes inside an individual bead can be recognized by the red classification laser based on its spectral signature, while the green reporter laser recognizes the fluorescent reporter bound to the captured analytes on the microsphere surface. Briefly, fluorescent microspheres that are pre-coated with specific diagnostic antigens that capture the corresponding antibodies are combined with fluorescent reporters, which are recognized by the Luminex reader, which can identify up to 500 targets in a single panel [10, 11] . In recent years, the Luminex bead system has found many applications in areas of fundamental and applied diagnostic studies [12] [13] [14] .
In this study, a rapid Luminex xMAP panel was developed for simultaneous detection of specific antibodies against RHDV, SV and RRV. The performance of the xMAP assay was evaluated by comparison with a commercial ELISA kit.
Materials and methods

Virus and serum samples
Sendai virus (ATCC VR-105) was cultured in Vero cells and purified by sucrose density gradient centrifugation [15] . Negative serum from SPF rabbits and positive sera containing neutralizing antibodies against different rabbit pathogens (RHDV, SV, RRV, rabbit coronavirus [RCoV], Encephalitozoon cuniculi) were purchased from VRL Laboratories (Suzhou, China). Fifty-two clinical serum samples were obtained from a rabbit farm in Shandong province. All purified virus and serum samples were stored at -80 °C before use.
Expression and purification of recombinant proteins
The recombinant proteins VP60 of RHDV and VP6 of RRV were produced and purified using a prokaryotic expression system. Briefly, gene segments encoding full-length VP60 of RHDV (primers: F1, GCC GAA TTC ATG GAG GGC AAA GCC CGT GCA GCA C; F2, GCC GTC GAC ATA AGA GAA ACC ATT AGC TG) and a portion of VP6 of RRV (primers: F3, GCC GAA TTC ATG GAT GTC CTT TAT TCT TTG ACA; F4, GCC GTC GAC GAA TGC TCA ACC ATT TCA GC) were amplified and cloned into the plasmid vectors vector pET28a and introduced into Escherichia coli BL21 strain (TransGen Biotech, Beijing, China) by transformation. Gene expression from positive clones was induced by addition of 1 mM isopropyl β-D-1-thiogalactopyranoside (IPTG) to the final concentration 0.1%. After 6 hours of cultivation at 37 °C, the expression products were purified from inclusion bodies, which were lysed using bacterial lysis buffer (20 mM TrisHCl, 500 mM NaCl, 2% Triton-X 100, pH 8.0). After sonication and centrifugation, the precipitate was re-suspended in 8 M urea and then purified by nickel column affinity chromatography following the manufacturer's instructions. Recombinant proteins were refolded in a linear gradient of 8-0 M urea and identified by SDS-PAGE.
Coupling of antigens to fluorescent beads
The recombinant proteins were desalted by gel filtration using Micro Bio-Spin 6 chromatography (Bio-Rad, California, USA) according to the manufacturer's protocol to remove sodium azide or imidazole. All antigens were quantified using a Pierce BCA Protein Quantification Kit (Thermo Scientific, Rockford, IL, USA) and then conjugated to the surface of the fluorescent magnetic beads (Luminex, USA). The coupling was carried out as described by Karanikola et al. [16] . Twenty μL of magnetic beads (about 1.25 × 10 6 beads) was transferred to a low-adsorption reaction tube and placed into the magnetic separator for 30 s, followed by centrifugation to remove the supernatant.
To activate the microspheres, 10 μL of 50 mg/ ml N-(3-dimethylaminopropyl)-N'-ethylcarbodiimide hydrochloride (EDC) (Sigma-Aldrich, Germany) and 10 μL of 50 mg/ml N-hydroxysulfosuccinimide sodium salt (S-NHS) (Sigma-Aldrich, Germany) were added to 80 μL of resuspended microspheres and agitated for 20 min at room temperature. The conjugation between antigen and activated microspheres was carried out at room temperature on a shaker for 2 hours. The coupled beads were finally resuspended in storage buffer (phosphate-buffered saline [PBS], pH 7.4, with 0.05% Tween20, 0.05% sodium azide and 1% bovine serum albumin [BSA] ) and stored at 4 °C in the dark.
Luminex xMAP assay
The assay was performed in a 96-well polystyrene microplate (Thermo Scientific, Rockford, IL, USA). The coupled bead sets and the relevant positive and negative control sera were diluted with PBS containing 0.05% Tween 20 and 1% BSA (PBS-TB, pH 7.4) for the establishment of single xMAP assays to detect antibodies against RHDV, SV, and RRV respectively. Briefly, 50 μL of magnetic beads (50 beads/μL) was mixed with 50 μL of diluted serum and transferred to the wells of the plate. After 60 min of incubation on a plate shaker (800 rpm), the plate was carefully washed 3 times with 100 μL of PBS-TB per well, followed by incubation with 100 μL of PE-conjugated goat anti-rabbit IgG per well (Sangon Biotech, Guangzhou, China) for 30 min. After the final washing step, 100 μL of assay buffer was added to each well, and the plate was shaken for approximately 10 s and then analyzed using the Luminex reader according to the manufacturer's protocol. The whole procedure was carried out at room temperature in the dark, and all of the samples were tested in triplicate.
Optimization of the assay
The recombinant VP60 and VP6 proteins and the purified virus particles of SV were coupled with magnetic microspheres at the ratios 2.5 μg, 5 μg, 10 μg, 20 μg, 30 μg, and 40 μg per 1 × 10 6 beads to determine the optimal antigen concentration. Each concentration was tested in triplicate, and the whole assay was carried out in duplicate.
Evaluation of specificity and sensitivity
The specificity of the test was evaluated by testing positive control antisera against RHDV, SV, RRV, RCoV, and E. cuniculi, and the sensitivity of the xMAP assay and that of the ELISA were compared using relevant positive viruscontaining sera (twofold serial dilution from 1: 100 to 1: 25600 in PBS-TB).
Data processing
Median fluorescence intensity (MFI) values and associated standard deviations were calculated using xPONENT3.01 software. The cutoff value was the average MFI value for the negative samples plus three times the standard deviation.
The cutoff value differed for each antigen, and therefore, the threshold for the limit of detection (LOD) was set based on the MFI value of the corresponding negative control serum.
Results
Selection of the optimum antigen concentration
Monoplex assays were developed to determine the optimal antigen concentration of each individual pathogen. The recombinant proteins VP60 and VP6 were tested at the ratios of 2. (Table 1) . For both VP6 and SV, the optimal ratio was 30 μg of antigen per 1 × 10 6 beads (Tables 2 and 3 ), indicating that the optimal coupling ratio was 10 μg per 1 × 10 6 beads for RHDV, and 30 μg per 1 × 10 6 beads for both RRV and SV.
Establishment of the multiplex xMAP assay
A multiplex assay was performed as described above using the optimal antigen concentrations. Positive sera containing the three pathogens to be tested were mixed together and tested using the newly developed assay. Each sample was tested in triplicate, and the results showed that all three targets were recognized in the same sample (Fig. 1) . With a standard deviation less than 300 for positive samples and less than 50 for negative samples, the assay possessed good repeatability between duplicate wells. 
Specificity of the multiplex xMAP assay
Positive virus-containing sera were used to evaluate the specificity of the xMAP assay. Each sample was tested in triplicate, and significant specific signals were observed only with the positive samples and no obvious cross-reactions were observed with irrelevant samples (Fig. 2) .
Determination of cutoff values
The cutoff value was determined by testing a large number of negative samples. Specifically, the average MFI value of the negative samples plus three times the standard deviation was considered to be the threshold for the target. Forty SPF negative samples were tested to calculate the cutoff value.
As shown in Table 4 , the cutoff value for RHDV, RRV and SV was 626.22, 387.08 and 436.52, respectively.
Repeatability of the xMAP assay
To assess the reproducibility of the test results, parallel tests were carried out using diluted serum. The coefficient of variation (CV) for these three pathogens was less than 3% for intra-assay comparisons and no more than 4% for inter-assay comparisons (Table 5) , demonstrating the high repeatability and good stability of the xMAP assay.
Comparison of the xMAP assay and ELISA
A comparison with commercial ELISA kits (VRL Laboratories, SuZhou, China) was carried out using serial dilutions of serum from 1:100 to 1:51200. The results indicated that the sensitivity of the newly developed xMAP assay was similar to that of the commercial ELISA kits for antibodies detection (Table 6 ). 
Testing of clinical samples
Fifty-two clinical samples were tested using both the xMAP assay and ELISA kits. All the samples that were tested were positive for RHDV by both methods, while only 18 samples were positive for SV and 47 samples were positive for RRV. The two methods shared 100% coincidence when used for testing clinical samples (Table 7) .
Discussion
ELISA is widely used in pathogen diagnosis, and commercial ELISA kits are available for detection of antibodies against RHDV, SV and RRV. Despite the fact that ELISA is an ultrasensitive method due to the use of enzymes and chemiluminescent substrates, it is labor-intensive, especially when dealing with a large number of samples with more than one detection target. The Luminex microsphere system was invented to meet analytical needs for rapid and sensitive high-throughput detection. By changing the staining ratio of the microspheres, hundreds of targets can be identified in a single reaction. In the last few years, there have been several reports describing the application of Luminex technology (xMAP/xTAG) in veterinary science [17] [18] [19] . However, most of the applications were for the diagnosis of pathogens in birds or laboratory animals, but not rabbits. Although a Luminex xTAG assay has been developed for detection of nucleic acids of pathogens in rabbits [20] , there is a strong demand for an xMAP assay for antibody detection in rabbits because antibody surveillance is vital to the control of diseases. In this study, a sensitive and specific xMAP assay was developed for surveillance of antibodies against RHDV, SV and RRV. Typically, the use of whole viral lysates results in a higher level of sensitivity [21] . However, the lack of a suitable cell line for RHDV and the inability to isolate RRV from clinical samples make it difficult to produce viral lysates [22] . Therefore, diagnostic antigens VP60 of RHDV and VP6 of RRV were expressed in vitro and purified for use in this study.
The approximate ratio of antigen to beads recommended by the manufacturer for the coating step is 5 μg per 1 × 10 6 beads. In this study, different ratios were tested, and the one yielding the highest positive MFI value accompanied by the lowest negative MFI value was defined as the optimal antigen concentration. The optimal ratio was 10 μg per1 × 10 6 beads for RHDV and 30 μg per 1 × 10 6 beads for both SV and RRV.
When compared with commercial ELISA kits, both RHDV and SV showed a similar detection capacity. With RRV, the limit of detection (LOD) was 1:25600, which was two times higher than that of ELISA (1:51200). The diagnostic antigen used in these two methods might contribute to subtle difference in the results. As discussed previously, the main advantage of using whole viral lysates is the large number of protein targets that can be detected, thus allowing a high level of sensitivity. Accordingly, the commercial ELISA kits coated with whole viral lysates showed higher sensitivity than the xMAP assay. However, high sensitivity can also increase the risk of false positive results. To avoid a false negative/positive result, samples should be rechecked to ensure the accuracy of the assay when the sample's MFI is near the cutoff value. ELISA or nucleic acid detection should be done when necessary.
Our data show that the multiplex xMAP assay is highly specific, and we did not observe any cross-reaction with irrelevant targets. The coefficient of variation for intra-assay and inter-assay comparisons was less than 4%, indicating the good repeatability and stability of the xMAP assay.
Although the LOD for RRV is somewhat higher with the xMAP assay than with the commercial ELISA kit, it is sufficient for testing clinical samples and 100% coincidence was observed when testing 52 samples. Taking all of these considerations into account, the newly developed multiplex xMAP assay is a viable alternative for conventional monitoring of antibodies in rabbits. The primary advantage of xMAP is that the coating microspheres do not interfere with each other, potentially allowing the existing xMAP assay to be expanded further as needed.
In summary, a novel multiplex xMAP assay for simultaneous detection of antibodies against RHDV, SV and RRV was established and evaluated. This assay is cost-effective and labor-saving and is therefore a promising tool for monitoring of antibodies in rabbits.
